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working cell bank 



1st chnnnatogr^hy step 



seed culture 
(T flasks, lO-stack cell fitctories) 



2Qd chromatograpfay step 
(Phenyl scpharose chromatogcaphy 
column) 



large scale culture 
(40-stack cell factories) 



3rd chromatography step 
(revctse phased chromatogr^hy 
. column) 
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exchange to serum-jfree medium 



4th chromatography step 
(anion exdiange chromatography 
column) 



recovery and filtration of culture fluid 
(filteration with 0.45pm membrane) 



5th chromatography step 
[tion chrom 
column) 
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freeze-drying j 



(57) Abstract: Disclosed is a process 
for producing a human thrombopoietin 
(hTPO)-containing culture fluid, 
comprising the step of cnlturing a 
eukaiyotic ceU expressing hTPO in 
a serum-free medium fliat contains a 
negligible amount of serum. In ad^tion, 
the present invention discloses a process for 
purifying hTPO from a hTPO-containing 
biological fluid, comprising the steps 
of (a) subjecting the biological fluid to 
affinity chromatography; (b) subjecting an 
eluate obtained at step (a) to hydrophobic 
inteiaction chromatography; (c) subjecting 
an eluate obtained at step (b) to reverse 
phased chromatography; and (d) subjecting 
an eluate obtained at step (c) to anion 
exchange chromatography. In addition, 
the present invention discloses hTPO with 
a high sialic acid content obtained by 
the process which comprises the step of 
loading, the eluate obtamed at step (c) onto 
an ionic exchange chnmatography column 
and coDecting hTPO with a high content 
of siahc acid eluted selectively from the 
colmrni by a 0.1 54) JM Sodium chloride ' 
gradient,. • . ; . 
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